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(57)Abstract: 

PURPOSE: To obtain a saccharide chain-specific antibody which can simply detect a glycoprotein having a 
cancer-specific glycoside chain and is useful in the diagnosis and treatment of cancers by immunizing an animal 
which becomes immunologically tolerant to a soluble glycoprotein having no saccharide chain bonded with a 
soluble glycoprotein bound with a saccharide chain. 

CONSTITUTION: In a gene coding a soluble glycoprotein such as orfetoprotein, a codon responding to amino 
acid (Asp) to which the saccharide chain bonds is exchanged with a codon responding to another amino acid by 
the mutation transduction technique to prepare a recombinant plasmid. Then, the plasmid is expressed in a 
COS7 cell originated from monkey kidney to prepare a soluble protein having no saccharide chain bonded. This 
protein is dosed to a newborn of an animal such as mouse to obtain an animal immunologically tolerant to the 
soluble glycoprotein having no saccharide chain bonded. Then, this animal is immunized with a soluble protein 
bound with a saccharide chain to obtain this saccharide chain-specific antibody which acts on the saccharide 
chain moiety of the soluble glycoprotein, thus can simply determine the soluble glycoprotein having a saccharide 
chain structure specific to some diseases, for example, cancer or the like. 
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DETAILED DESCRIPTION 

[Detailed Description of the Invention] 
[0001] 

[Industrial Application] This invention relates to the manufacture approach of the sugar chain specific antibody 

which acts on the sugar chain part of fusibility glycoprotein specifically. 

[0002] 

[Description of the Prior Art] It is known for fusibility glycoprotein, such as alpha fetoprotein (AFP), and a 
carcinoembryonic antigen (CEA), chorionic gonadotropin, gamma glutamine transferase protein, by canceration of 
a cell that the structure of a sugar chain will change. 

[0003] For example, in liver disease, such as liver cancer, alpha fetoprotein is a kind of the fusibility glycoprotein 
with which being emitted into blood is known, and serves as an important parameter in the diagnosis of liver 
cancer. It is reported that the molecular species from which sugar chain structure differs exists in alpha 
fetoprotein in recent years, and a useful thing came to be known for the distinction with good nature diseases, 
such as icterus, the hepatoma, etc. of the fractionation quantum based on the difference in sugar chain 
structure. For this object, fix an anti-alpha fetoprotein antibody in one solid phase, and alpha fetoprotein is 
caught until now. By among these, the approach of detecting only the alpha fetoprotein combined with specific 
lectin by the lectin which carried out enzyme labeling and the agarose gel electrophoresis containing 2 lectin 
Alpha fetoprotein is separated based on the difference of the compatibility over a sugar chain. After imprinting to 
a nitrocellulose membrane etc., the approach [the cancer letter (Cancer Lett.) 1986; 31:325-331] of detecting by 
the immunity staining technique using an anti-alpha fetoprotein antibody has been developed. However, the 
approach of 1 had the low compatibility over the sugar chain of lectin, and detection sensitivity was not a 
****** thing practically at the field of a clinical laboratory test. Moreover, the approach of 2 could separate 
alpha fetoprotein based on the difference in a sugar chain efficiently, although it had the engine performance 
which can be equal to a clinical laboratory test enough at an activity, it was complicated, required long duration, 
and had the problem that the special equipment for measuring the coloring reinforcement after immunity dyeing 
further was required. [ of separating protein ] 
[0004] 

[Problem(s) to be Solved by the Invention] Then, the approach was carried out and development of the 
diagnostic drug using the antibody which recognizes specifically the fusibility glycoprotein containing the sugar 
chain which solves such a problem, and which appears for diseases, such as cancer, specifically, and a remedy 
was desired. 

[0005] as the approach of producing a specific antibody to a neoplasm — JP,60-190721,A — an animal — a 
Homo sapiens normal cell, normal tissues, or those membrane components — prescribing a medicine for the 
patient — immunological tolerance (immunity-unresponsive condition) — guiding — after an appropriate time — 
a human tumor cell, neoplasm tissues, or those membrane components — immunity — carrying out — a 
neoplasm — the approach of producing a specific monoclonal antibody is indicated. However, although it was 
possible to have produced the antibody to an antigen which the amount of manifestations increases in case 
according to this approach it existed in the film front face of neoplasm tissue or a tumor cell and a normal cell 
cancerated, it was difficult to obtain the antibody which acts on the fusibility glycoprotein containing a sugar 
chain from which it is secreted [ sugar chain ] from a cell and structure changes with tumorigenic transformation 
specifically. 

[0006] This invention aims at offering the manufacture approach of the sugar chain specific antibody which acts 
on the sugar chain part of the fusibility glycoprotein which has specific sugar chain structure for diseases, such 



as cancer, specifically. 
[0007] 

[Means for Solving the Problem] In order to solve such a technical problem, when this invention person did 
wholeheartedly immunity of the animal which became immunological tolerance with the fusibility glycoprotein 
which the sugar chain combined to the fusibility glycoprotein which has not combined a sugar chain as a result 
of examination, he reached [ that the antibody which recognizes the sugar chain part of fusibility glycoprotein 
specifically is obtained, and ] a header and this invention. 

[0008] That is, this invention makes a summary the manufacture approach of the sugar chain specific antibody 
characterized by manufacturing the sugar chain specific antibody which carries out immunity to the fusibility 
glycoprotein which has not combined a sugar chain, and acts on it specifically at the sugar chain part of fusibility 
glycoprotein with the fusibility glycoprotein with which the sugar chain combined the animal which became 
immunological tolerance. 

[0009] Hereafter, this invention is explained to a detail. As fusibility glycoprotein used for this invention, alpha 
fetoprotein, a carcinoembryonic antigen (CEA), the chorionic gonadotropin, gamma glutamyl transferase protein, 
etc. are mentioned, for example. 

[0010] In this invention, the fusibility glycoprotein which has not combined probably the sugar chain from which 
the sugar chain of these fusibility glycoprotein was removed performs immunological tolerance. It can obtain by 
processing the fusibility glycoprotein refined as fusibility glycoprotein which has not combined these sugar chains 
from the cell which produces these fusibility glycoprotein among a Homo sapiens blood serum, for example by 
the Glico peptidase F (TAKARA SHUZO CO., LTD. make) etc., and removing a sugar chain part Moreover, as for 
the fusibility glycoprotein which has not combined these sugar chains, it is possible to also make it produce with 
Escherichia coli using gene modification technology. In this case, in order to obtain the fusibility glycoprotein 
which has not combined the sugar chain which maintained the disulfide bond of intramolecular and had the 
structure near the quality of a natural product, it is desirable to use eukaryotic cells, such as a COS cell, and a 
CHO cell, an L cell. In order to make the fusibility glycoprotein which has not combined a sugar chain with these 
cells produce The approach of cultivating a cell by sugar chain composition inhibitor s like tunicamycin 
existence-ization, the amino acid residue which a sugar chain combines — for example Asparagine residue 
[Asn232 of alpha fetoprotein, proceeding OBU THE National academy OBU Science U.SA (Proa, Natl., Acad., 
Sci., and USA), 80 : 4604-4608 and 1983] are permuted by other amino acid by technique, such as the enzyme- 
DNA amplifying method (Polymerase chain reaction: PCR), and the approach of making it discover in the above 
cells is mentioned. 

[001 1] Thus, immunological tolerance can be guided for the cell which produces the fusibility glycoprotein which 
has not combined the fusibility glycoprotein which has not combined the obtained sugar chain, or a sugar chain 
to an animal newborn infants, such as a mouse, a rat, a rabbit, and a goat, and by pouring into the newborn infant 
within after-the-birth 24 hour preferably. Moreover, as mentioned above, amino acid substitution is introduced, 
and a sugar chain binding site can introduce the gene of carrier beam fusibility glycoprotein into the germ of an 
animal for variation by the conventional approach with marker genes, such as a neomycin resistance gene, and 
can guide immunological tolerance also by producing a transgenic animal. Furthermore, immunological tolerance 
can be guided also by administering orally the fusibility glycoprotein which has not combined a sugar chain. Thus, 
even if it carries out immunity of the animal which became immunological tolerance to the fusibility glycoprotein 
which has not combined a sugar chain with the fusibility glycoprotein which has not combined a sugar chain after 
that, there is no capacity which produces the antibody to it. 

[0012] Next, what is necessary is just to carry out immunity of the animal which became immunological tolerance 
to the fusibility glycoprotein which has not combined a sugar chain in this way with the fusibility glycoprotein 
which the sugar chain combined. It is desirable to use L3 fraction of the alpha fetoprotein by which can refine as 
these fusibility glycoprotein from the culture medium of the cell which produces the inside of the blood serum of 
a chorion cancer patient or a hepatocyte cancer patient or these fusibility glycoprotein, for example, for 
example, fractionation is carried out by TAKETA's and others approach [a cancer letter (Cancer Lett.), 31:325- 
331, and 1986] when it is alpha fetoprotein. 

[0013] The approach of immunity, such as an activity of the amount of the fusibility glycoprotein used which 
these sugar chains combined, an administration part, and an adjuvant, should just apply to the approach of 
obtaining the conventional antiserum. For example, in using a mouse, the first time often mixes with an adjuvant 
(for example, Freund's complete adjuvant) the fusibility glycoprotein which the 0.01 ~1mg sugar chain combined 
preferably, and it medicates hypodermically or intraperitoneal with 0.001 -10mg per time per mouse. Furthermore, 



what is necessary is to medicate hypodermically or intraperitoneal only with the fusibility glycoprotein which the 
sugar chain combined in a vein after two-week or more progress. 

[0014] Thus, after carrying out the last immunity, a blood serum is extracted from an animal after one - four 
weeks. The antibody which acts on the sugar chain part of fusibility glycoprotein specifically can be obtained by 
making it stick to the column filled up with the fusibility glycoprotein (for example, sepharose etc.) with which for 
example, the protein A column and the sugar chain preferably used for immunity combined this blood serum, for 
example, the simple substances which fixed L3 fraction of alpha fetoprotein, and being eluted. Moreover, after 
carrying out immunity in the animal which became immunological tolerance as mentioned above, and the fusibility 
protein in which the sugar chain combined the mouse or the rat preferably and checking production of an 
antibody, it is also possible to obtain the hybridoma which prepares a spleen cell or an iliac-lymph-node cell from 
this animal, and produces a monoclonal antibody by the well-known approach. 

[0015] Thus, when the alpha fetoprotein which has sugar chain structure peculiar to a cancer patient as fusibility 
glycoprotein is used in order that the obtained antibody may act on the sugar chain part of fusibility glycoprotein 
specifically for example, it can detect selectively the alpha fetoprotein seen by benign liver disease patient like 
icterus, and the alpha fetoprotein specifically looked at by cancer patients, such as liver cancer, using this 
antibody. 
[0016] 

[Example] Next, an example explains this invention concretely. 

[0017] The example 1 (creation of the alpha fetoprotein which has not combined a sugar chain) of reference 
[proceeding OBU THE s, such as. MOR1NAGA National Academy OBUSAIENSU It is based on the base sequence 
of Homo sapiens origin alpha fetoprotein given in 80, 4606-4608, and 1983]. the U.S.A. (Proc.Natl.Acad.Sci.USA) 
— 5' and 3' — the primer of a field is compounded — a Hepatoma cDNA library (the Toyobo Co., Ltd. make — ) 
The gene fragment which carries out the code of the alpha fetoprotein using the PCR method from code 
No.CLHL1015b was amplified, and separation purification of the DNA fragment of the target size was carried out 
by agarose gel electrophoresis. It is EcoRl to both ends after graduating an end for the obtained DNA fragment 
using a branching kit (TAKARA SHUZO CO., LTD. make). The linker (TAKARA SHUZO CO., LTD. make) was 
combined using the ligation kit (TAKARA SHUZO CO.. LTD. make). After disassembling the DNA fragment of the 
obtained alpha fetoprotein by EcoRI (TAKARA SHUZO CO.. LTD. make) overnight, separation purification was 
carried out by agarose gel electrophoresis. It is HindlH of pCDM 8 vector (the Funakoshi Co., Ltd. make, IV- 
3082-01) about this fragment. Use a ligation kit (TAKARA SHUZO CO., LTD. make) for a part, and it is made to 
combine with it, and is E.coli HB101. The transformation of the stock (TAKARA SHUZO CO., LTD. make) was 
carried out. The alpha fetoprotein gene chose the plasmid inserted in the forward direction from the obtained 
colony, and it was named pCDM 8-AFP. 

[0018] Next, the plasmid which replaced with AGT the codon AAT equivalent to the amino acid residue Asp232 
of the alpha fetoprotein by which a code is carried out to pCDM 8-AFP was produced by the mutation 
introducing method using the PCR method, and it was named pCDM 8-AFP (NS). The DEAE dextran method was 
used for COS7 cell (ATCC CRL 1651) of the ape kidney origin, and obtained pCDM 8-AFP (NS) was introduced 
into it. It is C02 about the cell after installation. It cultivated within the incubator and alpha fetoprotein was 
made to produce in a culture medium. When this culture supernatant was analyzed by electrophoresis, the alpha 
fetoprotein which has not combined a sugar chain was produced from the cultivated cell. These culture 
supernatants are collected and it is an anti-alpha fetoprotein antibody. When refined using the anti-alpha 
fetoprotein antibody column which fixed] made from NO.5107[Medex, Inc biotechnology KEM1KA (Medix 
Biochemica) using an antibody / antigen fixed kit No.44895 (pierced earring company make), the alpha 
fetoprotein (1) which has not combined an almost [ in electrophoresis ] single sugar chain was obtained. The 
alpha fetoproteins (1) which have not combined the sugar chain of about 1250microg were collected from the 
culture supernatant for 50 petri dishes of the diameter of 10cm. 

[0019] The example 2 (creation of the alpha fetoprotein which the sugar chain combined) of reference 
HepG2 of the Homo sapiens hepatic-carcinoma origin a cell (ATCC HB 8065) — cultivating — a [culture- 
medium:minimum essential culture medium (Minimum Essential medium) — storing up the alpha fetoprotein which 
41500-034,] by the life tech oriental company, and a sugar chain combined into culture medium, and refining this 
like the example 1 of reference using a column chromatography — SDS The alpha fetoprotein which the almost 
[ in electrophoresis ] uniform sugar chain combined was obtained. About 1400microg recovery per culture 
supernatant for ten plates of the diameter of 10cm of was done. This was further separated by TAKETA's and 
others approach [the cancer letter (Cancer Lett.) 1986 and 31,325-331], i.e., the agarose gel electrophoresis 



containing lectin, and alpha fetoprotein (2) 300microg which the sugar chain combined was collected from the 
fraction equivalent to L3. 

[0020] It is COS7 cell which produces the alpha fetoprotein which has not combined the sugar chain produced in 
the example 1 of example 1 reference to the abdominal cavity of three newborn infants (less than [ after-the- 
birth 24 hour ]) of a rabbit 1x105 A medicine was prescribed for the patient so that it might become a cell/**. 
The blood serum was extracted from the lug of this rabbit one month after, and the antibody titer to the alpha 
fetoprotein (1) which has not combined the sugar chain of this blood serum was measured by enzyme 
immunoassay (ELISA). Namely, the alpha fetoprotein (1) which has not combined the sugar chain created in the 
example 1 of reference is made to stick to 96 hole microliter plate physically. What diluted with phosphate 
buffered sarin (PBS) the blood serum extracted by the above-mentioned approach to this 50 and 500 or 5000 
times In addition, after leaving it at a room temperature (25 degrees C) for 2 hours, it washes by PBS, and it is 
the horseradish origin peroxidaseHabeling goat anti-rabbit IgG further 100 every microliter per one well, 
respectively. The antibody (Bio-Rad make) was added and it was left for 2 hours. After washing this plate by 
PBS, when 3, 3', and the substrate liquid containing 5, 5', tetramethyl BENCHIJIN, and a hydrogen peroxide were 
added and the coloring reaction was performed, the antibody to the alpha fetoprotein (1) which has not combined 
a sugar chain was not contained in which blood serum. 

[0021] Next, alpha fetoprotein (1) 50microg which has not combined the sugar chain created in the example 1 of 
reference was mixed with the Freund s complete adjuvant (NAKARAI tex company make) of the amount of 
isochore, the emulsion was produced, and immunity of this was administered hypodermically and carried out to 
the above-mentioned rabbit After two more weeks, alpha fetoprotein (1) 100microg which has not combined the 
sugar chain created in the example 1 of reference was emulsion-ized with the Freund's complete acjjuvant 
(NAKARAI tex company make) of the amount of isochore, and additional administration of this was carried out. 
The last immunity was performed by the alpha fetoprotein (1) independent which has not combined the sugar 
chain created in the example 1 of reference after three more weeks, after the two weeks, it collected blood from 
the lug and separation extraction of the blood serum was carried out. The antibody titer to the alpha fetoprotein 
(1) which has not combined the sugar chain of this blood serum was measured like the above. 
[0022] The result is shown in a table 1. In addition, antibody titer is ELISA obtained using the blood serum of the 
rabbit of three animals. It expressed with the average of the coloring reinforcement (OD405) which can be set 
[0023] 
!A table 1] 
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[0024] As shown in a table 1, the antibody to the alpha fetoprotein (1) which has combined the sugar chain from 
neither of the blood serums of the rabbits was not detected. It turns out that the immunological tolerance to the 
alpha fetoprotein (1) which has not combined a sugar chain was guided by prescribing for the patient from this 
the alpha fetoprotein (1) which has not combined a sugar chain with a newborn infant's inside. 
[0025] Next, one month after, alpha fetoprotein (2) SOmicrog which the sugar chain produced in the example 2 of 
reference combined was mixed with the Freund's complete adjuvant (NAKARAI tex company make) of the 
amount of isochore to three newborn infants of a rabbit to whom it carried out in this way, and immunological 
tolerance was guided, the emulsion was produced to them, and immunity of this was administered hypodermically 
and carried out to them. After two more weeks, alpha fetoprotein (2) lOOmicrog which the sugar chain produced 
in the example 2 of reference combined was emulsion-ized with the Freund's incomplete adjuvant (NAKARAI tex 
company make) of the amount of isochore, and additional administration was carried out. After three more 
weeks, the last immunity was performed by the alpha fetoprotein (2) independent which the sugar chain 



produced in the example 2 of reference combined, it collected blood after the two weeks, and separation 
extraction of the 49ml of the blood serums was carried out. 

[0026] Next, the antibody titer to the alpha fetoprotein (1) which has not combined the sugar chain of this blood 

serum was measured by the above-mentioned approach. Moreover, 96 hole microtiter plate which fixed the alpha 

fetoprotein (2) which the sugar chain combined was produced, and the antibody titer to the alpha fetoprotein (2) 

which the sugar chain combined similarly was measured. Furthermore, the alpha fetoprotein (2) which the sugar 

chain combined was processed by the Glico peptidase F (TAKARA SHUZO CO., LTD. make), the sugar chain 

part was removed, the alpha fetoprotein (3) which has not combined a sugar chain was produced, this was fixed 

to 96 hole microtiter plate, and the antibody titer to the alpha fetoprotein (3) which has not combined a sugar 

chain similarly was measured. 

$027] The result is shown in a table 2. 

;0028] 

[A table 2] 
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[0029] As shown in a table 2, the antibody to the alpha fetoprotein (2) which the sugar chain combined was 
detected from all blood serums to the antibody to the alpha fetoprotein (3) which has not combined the alpha 
fetoprotein (1) which has not combined a sugar chain, and a sugar chain having been detected from neither of 
the blood serums. This shows that the obtained antibody recognizes the sugar chain part of the alpha 
fetoprotein (2) which the sugar chain combined. 

[0030] It is COS7 cell which produces the alpha fetoprotein (1) which has not combined the sugar chain 
produced in the example 1 of example 2 reference to the abdominal cavity of the newborn infant (less than 
[ after-the-birth 24 hour ]) of a BALB/c mouse 1x105 A medicine was prescribed for the patient so that it might 
become a cell/**. Alpha fetoprotein (2) which the sugar chain produced in the example 2 of reference combined 
was emulsionHzed after six weeks with the Freund's complete adjuvant (NAKARAI tex company make) of the 
amount of isochore, and this was administered hypodermically. Alpha fetoprotein (2) which the sugar chain 
produced in the example 2 of reference combined was emulsion-ized with Freund's incomplete adjuvant 
(NAKARAI tex company make) after two more weeks, and additional administration of this was carried out. The 
last immunity was performed after two more weeks by the alpha fetoprotein (2) independent which the sugar 
chain produced in the example 2 of reference combined, the three days after, it collected blood from the tail and 
the blood serum was obtained. When the antibody titer to the alpha fetoprotein (3) which has not combined the 
alpha fetoprotein (1) which has not combined the sugar chain of this blood serum, the alpha fetoprotein (2) which 
the sugar chain combined, and a sugar chain was measured like the example 1, only the antibody combined with 
the alpha fetoprotein (2) which the sugar chain combined was detected. 

[0031] Then, the spleen of this mouse was extracted, it mixed at a rate of a myeloma cell 1 to myeloma cell NS- 
1 (ATCC TIB 18) which suspended that cell in RPMI1640 culture medium (product made from GIKOBU). and 
cultivated it beforehand, and the splenic cells 5 obtained from one mouse, and this was united using 50% of the 
weight of the polyethylene glycol 4000 (sigma company make). After suspending the cell after cell fusion in a 
HAT medium [what added HAT-Midia Supplement (Boehringer Mannheim make) to the GIT culture medium 



(Japanese-made medicine company make)], it poured distributively on 96 hole microtiter plate, and cultivated for 
ten days at 37 degrees C. The hole which shows an antibody production positivity to the alpha fetoprotein which 
measured the antibody titer to the alpha fetoprotein (2) which the sugar chain of a culture supernatant combined 
like the example 1, and the sugar chain combined was chosen, and cloning was performed by repeating limiting 
dilution twice. Consequently, the hybridoma stock which produces the antibody which recognizes the alpha 
fetoprotein (2) which the sugar chain combined, and MAH 1-5 were obtained. The obtained hybridoma stock was 
cultivated by the 10ml GIT culture medium (Japanese-made medicine company make), and the culture 
supernatant was used as rough monoclonal antibody liquid. The antibody titer to the alpha fetoprotein (3) which 
has not combined the alpha fetoprotein (1) which has not combined the sugar chain of this rough monoclonal 
antibody liquid, the alpha fetoprotein (2) which the sugar chain combined, and a sugar chain was measured like 
the example 1. Moreover, the antibody titer to a carcinoembryonic antigen (scree PUSURA a bora tree company 
make, C0214) was similarly measured as contrast. 
[0032] The result is shown in a table 3. 
;0033] 
!A table 3] 
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[0034] As shown in a table 3, each obtained monoclonal antibody reacted specifically to the alpha fetoprotein (2) 
which the sugar chain combined. 

[0035] Example of reference 3 antibody / antigen fixed kit No.44895 (pierced earring company make) are used, 
and it is an anti-alpha fetoprotein antibody. The anti-alpha fetoprotein antibody column which fixed] made from 
No.5107[Medex, Inc biotechnology KEMIKA (Medix Biochemica) was produced. Next, after diluting with PBS 
500ml of 494.2 ng/milliliter [ blood serums of the liver cancer patient who shows the alpha fetoprotein value of 
measurement] using an El Gia-AFP kit (Green Cross Corp. make) 5 times, it dipped in the anti-alpha fetoprotein 
antibody column which equilibrated by PBS, non-adsorbing fractions were collected, and this was made into 
Sample A. Moreover, after diluting 500ml of the same liver cancer patients blood serums with PBS 5 times, it 
dipped in the column [antibody and antigen fixed kit No.44895 which do not fix the anti-alpha fetoprotein 
antibody (pierced earring company make) at attachment], non-adsorbing fractions were collected like the above, 
and this was made into Sample B. The alpha fetoprotein value of Sample B was 83.1 ng(s)/a milliliter. 
Furthermore, the blood serum sample of the chronic-hepatitis patient who shows the alpha fetoprotein value of 
92.3 ng/a milliliter was made into Sample C. 

[0036] Next, the protein A column refined the antibody from the blood serum which carried out separation 
extraction in the example 1. That is, it dipped in the protein A sepharose column (pierced earring company make) 
which equilibrated with this buffer solution, after diluting 10ml of extracted blood serums with the sodium- 
carbonate buffer solution (pH9.6) of 50mM(s) 50 times. The tris hydrochloric-acid buffer solution (pH8.6) of 
50mM washed after dipping, and it was eluted with the glycine hydrochloric-acid buffer solution (pH2.3). When 
the fractions containing an antibody were collected and having been dialyzed to PBS. the antibody solution (the 



amount of total protein of 1.2mg) containing an anti-alpha fetoprotein antibody was obtained. The obtained 
antibody solution was diluted with the sodium-carbonate buffer solution (pH9.6) of 50mM(s), 100 microliter was 
poured distributively on each 96 hole microtiter plate, and it was left at 4 degrees C overnight. After removing 
this liquid, each hole was made full of 1 more% (W/V) of cow serum albumin (BSA), and PBS containing the 
sodium chloride of 0.1 5M, and it was left at the room temperature (25 degrees C) for 2 hours. Furthermore this 
liquid was removed, each hole was washed by the penetrant remover which consists of 0.2% (W/V) of Tween 20 
(Tween20). 0.2% (W/V) of BSA, and the sodium phosphate buffer solution (pH7.2) of 20mM(s) containing the 
sodium chloride of 0.1 5M, and the anti-alpha fetoprotein solid phase-ized antibody plate was produced. 
[0037] Thus, on the obtained anti-alpha fetoprotein fixed antibody plate, sequential dilution of the samples A, B, 
and C was carried out, and, in addition, it left 50 microliter at a time for 90 minutes at the room temperature (25 

degrees C). after washing 3 times by the penetrant remover which showed this plate previously — anti what 

diluted alpha fetoprotein monoclonal antibody No.5108 (Medex, Inc make) with PBS 3000 times was added, and it 
was left at the room temperature (25 degrees C) for 30 minutes. Then, it washed 3 times by PBS, added at a 
time 50 microliter of things which diluted the goat anti-rabbit IgG antibody (Bio-Rad make) which carried out the 
indicator by the horseradish origin peroxidase further 300 times to each hole, and was left at the room 
temperature (25 degrees C) for 1 hour. Then, it washed 5 times by the penetrant remover, and chromophoric 
substrate liquid was left for 30 minutes at 100 microliter, in addition a room temperature (25 degrees C). 10% 
(W/V) of sodium-dodecyl-sulfate (SDS) 50 microliter was added, the reaction was suspended, and the 
absorbance of 415nm was measured. The result is shown in drawing 1 . 

[0038] As drawing 1 is drawing showing the result when detecting alpha fetoprotein using the antibody 
manufactured by this invention, an absorbance (A460) is shown on an axis of ordinate, the dilution scale factor is 
shown on the axis of abscissa and it is shown in this drawing 1 As opposed to the antibody produced in the 
example 1 not reacting to a liver cancer patient's blood serum (sample A) processed by the anti-alpha 
fetoprotein antibody Since it has reacted, that this antibody is specific turns out to be a liver cancer patient's 
blood serum (sample B) which is not processed by the anti-alpha fetoprotein antibody to alpha fetoprotein. 
Furthermore, compared with the singularity over a chronic-hepatitis patient's blood serum (sample C), it turns 
out that the singularity over a liver cancer patient's blood serum (sample B) is dramatically high. If the reagent 
for measurement using the antibody obtained by this invention is used from this, the alpha fetoprotein which has 
the sugar chain structure accompanying liver cancer is specifically detectable. 
[0039] 

[Effect of the Invention] According to this invention, the sugar chain specific antibody which acts on the sugar 
chain part of fusibility glycoprotein specifically can be manufactured easily. Moreover, the fusibility glycoprotein 
which has sugar chain structure peculiar to diseases, such as cancer, can be measured simple by using the sugar 
chain specific antibody manufactured by this invention. 



[Translation done.] 



* NOTICES * 



JPO and INPIT are not responsible for any 
damages caused by the use of this translation. 

1. This document has been translated by computer. So the translation may not reflect the original precisely. 

2. **** shows the word which can not be translated. 
3.1n the drawings, any words are not translated. 

CLAIMS 

[Claim(s)] 

[Claim 1] The manufacture approach of the sugar chain specific antibody characterized by manufacturing the 
sugar chain specific antibody which carries out immunity to the fusibility glycoprotein which has not combined a 
sugar chain, and acts on it specifically at the sugar chain part of fusibility glycoprotein with the fusibility 
glycoprotein with which the sugar chain combined the animal which became immunological tolerance. 

[Translation done.] 



(19)fl*GH$fFJf (JP) 



«» & # It & ?S ^) 



!WF8- 134100 

(43)»PfH ¥l* 8^(1996) 5 A28B 



(51)Inta' »J?JE# ffftSSf^ FI ft*3*ffiflf 

C0 7K 16/28 8318 -4H 

16/18 8318— 1H 
C 1 2 P 21/08 9358-4B 
GO IN 33/53 V 

9281-4B C12N 15/00 C 

Sf*BCD»l OL (£ 7 JO ft»aiw»< 



(21) fHB#<t 8H¥6 -274753 

(22) itiKB ¥j£6*F(1994)ll/i9B 



(71) WaA 000004503 



(54) [&9)«fc*M ««tt»ttfc#<DJB£tfmi 

(57) mr t 

tt!.«t#II(K!ttf**»i£T * C £ frtfft&r ftfMMMtt 

«fc -> T JSii 5 *i /clnf^^ffl i > Z> C t tc J: 0 . ffi2?©0?.« 
emrottflHMft* ** f * 3Jj81*«S 3 HfcfffifS KSfiE 



(2) 

1 

mimics-item*. mnofe£Ltc*]m®%& 

[000 1] 

[0002: 

[Cit*cDJBtj] 7Jb7 7 ';.tF-/P7*^ (AFP) 

m^mfaw <cea> . «*tt^ k hat*>, 

(0003; WAtf , 7 toy r v x h v'u t < >a. it 
m&dit- wkak *> 1 » r . jm * jobc m 5 ti * c i #*n 

7* h^n-MXca, ttftl«ffi#aft4a7-*##fc 

a. ctt£-e:e, 1 > BdtHKCtrjivvvx i*7'uf^ 

2) u ^ f trr /?'n - x y rt/S»«JliT, r 30 
;u v yvxv v'ur 4 >4f8»tc it* 5«fPtt©^cc» 

7 toy 7 y * V > JAf* & ftk » &fe&lc J: 

O&fflT&Tjft + (Cancer Lett.) 

1986;31:325-331 ) tit:* /c. tCW 1) 

©/ittttb^*>©ll«K:«'J-S«fntt^fi< . WHS 

[ n 004; 

[0005] B«cci$»w«cis(*«:f¥«r -soffit ur 



W8 -13 4 10 0 

2 

let HiE*^XBiE*ffl««>l/<tt*n60K«a»* 

Rait-rawc. vjti^«c#T« 

[000 6] *#WJtt. «8S9<DKACCl#SW&«Ml«a 
[0007] 

Ha*IB^t*fc«)K:«aSttW(DtS*. tSHl0tt£ L t 

Rowftap^ftflfawccBMW' * rnttw 6 ti a ± 1 o 

[0 00 3] ftttofe. **W«fflM©jtt&Lrt>ttt* 

pj»tt«iaf aetecftttucseicar ~, /cawa* . *8iaco&£ 
»&c«affjtc(¥«r *«Mi««mci(t<:aj6i-* c 4 * 

[0009] «t. *WH*3*««:ttwr a. **wcc 

BB^»6h4pI«Stt*»SaSttLr(a:. fflAtf. 7*7 t 
VxKPfO, flftjfittffiffi <CEA) . tt-^tt^ 

[0010; *«iH«cfcv»rtt. *-r, cnoonjiStt 
«a a w-cftffiss* ?t 5 . c ti 6>©am<ote & ut> 

tt«) 9-c«5aLr«tR«»*i*Sf acitciorfs 

/ctgj-fioM ft l r c > tc c * uiffitt.tsi a s« f 5 s ic a . c 
oswa^cHOM. Lmm<r>&v*%mm%m 

1 • ft t * BIffltttSSa H 41?.* 3 * 5 /c^CC U . 7 * v 
J: -5 ft W*&(HB#!Wfl!)ffttftr«jB«:eiir 
«lfi*%feT&T* y|»«JS. Mx.a. tju 



(3) 

3 

V t 7i h '/n^>f XDT^^'^^V^S (Asn232. rf 
P^-7W>y If ±*>s+)l> JUtx- 

tMx>;* a-x*x- (rroc, Natl., Aca 
d., Sri., USA. ) , 80 : 4604-46G8, 1983) £g?&WD 
NAWSii (Polymerase chai n reaction: PCR) IfCO^ 

*c j: o tecD7 s -/MtcKlft u OftttlBtrCftiB 

[0 0 1 n c(0J:^ccLr{S6tifc«tt©.Mr^Lrc» 

Se***.*TSIIIIKl«:. te(i7r); v ^ 10 

+*"*0|faiK, *T*U<Utft«2 4ttBttrtO|f 

ftC^ft'Tft*. *fc. H5ISOi9(c. 7 5->»Eft4 

<b <b fc^{tf*<0*ffitc J: 0 tt«JOKCC*A t . r > 7> 
MM* *C 3 8JC. ttlROlS^l/riitciBl 

»wwsc4*«r*6. ccdj^ccot. wmo&sl 20 
-a > fti ^iStttta a Sec » L/ r ftSKS t ft o fcttft 
tt. *«f4ictt«w>ts£ L r t * tc 1 * piiSttttSfl Brft 

jS1tfS*fl«t<b 0TB. flUB. 1*€nSJ£**>IHIIR 
«.*«©ifiif o Fi^ttftiS d ft ££4 

j^t^x h^nf-f >©*t#r8CB. ***hoyfs& 30 

C*1->1f- (Cancer Lett.) ,31:325-331, 1 

B. fie*OJnJtai«4fS*A*i£tc¥.rh«J:l» B WAB. 
vOX£ttH>*i*}Stc(;t, vox 1 0. 1 lajtc-^ 
SO. OOl^lOmg. «f*l<»0. 01-lmg 

osfflotsfj u tcoimm^&m * . win b t ^ * * < > 

h (fflxB. 7CW > hWfe^r^cr/O h) t&< : & 40 

its**. ffl».ott&ofenrjStt«afiHo*«r»ii{ 

rt. ftTXBBBrtccfti*-rtiB<fci». 
[00 14] C©<fc5JCLrftt*ftau/d*. 1 -4iS 

><DL3iB&. fcHffiftLfcW* <W*B. t7rn- 
fcftlflUcrt^cWSS-t*. j&UiTictJCJ: 



&WPT-8- 134 1 0 0 

4 

CCttofcfMJj, tf*U<B-7^X.XB^ MHO) 

is^L/fc"fii»ttaaR'Cftffiu. ffif*©s£*«BLfc 
f**c . c ®m& *> 6 mm&m*> * t > bb» >; > ' 

[00 I 5] c©J:^5Cbr»6*itelnl*B. ^fflfttS 

8CH6h*7 r V x h 7*ci r ^ > £ *ffll«WOCtem 
T*C 
[00 16] 

[00173 ♦#« i («aote&urc»ftt>r ;l-v t 

atl. Arad. Sci . USA) 80 , 460&-4C>08, 1983) CC^dtlcW 

r. 5* .!ic^3' Hepat 
oma cDNA7 -Y '/? »; - ( stt#$tt*L n- Kno.CLMLIOI 
5b) ^^PCRht^rffll^rT^Vy^.x h V'PrO* 
a- FtSiSfi: f-IKK-*i**tfly. 7^/P-^yjU*ai* 

(mSigfii?) 6-5-fy-i/si>*9 r (^iBiSttW) 
i^^/:7il7v7x h^'Pf-^ 
>ODNAW»ttEcoia ( # £SjStlS) t?-*»IBLfc 
tt. 7#p--xyjuasif.kiliec<k0j>«fB»ofc. ceo 
KKtpOMB***'- iyt^isttM. 1V- 3 0 8 2 
-01.) OOHindlll 8M4C:*>>f y-2/a>*-^ h (^fi 
iBttM) tfflc*ns&3-fr % r. coii hrioi t* (3Sig 
ttH) 4«HlK»l/te. »6*ite3P--fr6rJb7T 
7 * h'/Pf--f >ji(K^E»fiI«c»A3nri»4^^ 

XiK%*W0. pCOM 8-AFPi^t/Co 

[0018] :XCC. pOM S-AH-SCn- K3ti67;l-v v 
7x h^af*-Y><7)T ^ ^fiS^SAsp232CCtHS"r^^ H 
>AAT*AGT*CfW.fc;7->X$ Ft. PCRii^r^ 
t « fc^JS Aft cc J: 0 (^58 L . pci>j» s- afpcns) i © 

«L/C. ^P)hfcpOW 8-AFP(NS)^ ^^HlKI;Ftl*0X()S7 
*BilS ( AlLL CKL 1651 ) tiZVLAkTlr 'A h V >fi6<:ffll -"C 

^ALv/c„ WAftotfflK^cq, <f *--rt-cis 
fir. rto7r?x hyv7-4>*&m^m*.zi+ 

fc. co^aiatmawkB-ciBrfLfcic*. jg»t 

/cMin^ ^ BttM^tS^ L r C » ft 1*7 JU7 r "7 x r 7' P 



5 

)l7r 7* hT'Pf'f >£f* NO, 5107 Of 
*X A'^t^r^ (tedix Biochemica) ttS) £ttf* 
/tSfiiHSft* 9 h No. 4 4 8 9 5 ( trr XtW) 

«M^ltC^t^l/77 7* H7*PtM> ( i ) 
£f#/c 1 0 c mSO^ t - U 5 0 tt»©8S±iW>6 
til 2 50 *igco^0*S^brc^cC^r;U7r 7x v 
7*ptV> ( l ) mnbtc 10 
[00 19)£^{*]2 CM©rpU/c7^-/7xh 

t hBf^Sdt3;*CDHi-pG2 MBS (AICC MB 3065) ££gb 
021$ : 5 A X ? -fe>-> * ^)Sitfe(Minimum Essen 
tial medium) 41500-034 , 70f;^ 'J X > £ ;Uft 

r^Ot:®^ l 0 c mf$(7)7'U- h I 0ttft£>*£!£ h 20 
fil&fcOtil 4 0 0 u smVUc, Ctl£S6lC£y* 
Wfjff- + (Cancer l*rr.) 1986,3 

1,325-331 J . U>f>*S^cr//P-X 

y)u*mf*ttr»ato. Lstcws-rM^o. huh 

0.)tSftbfcrJU7y 7x h7*Pf ^> (2) 30 0 fit? 
fcEHRbte. 

[ o o 2 o ] mm i • 

F. (*{*2 4B#raWrt) <0«K(C 1 x i o s ffl8S/pt<h 30 
(ELISA ) &C<fc9ffi'J£bfc. 

cncc. ±sfio^£ri«iRbfe!fiiiit^5i^7x'- 

hA';7 7 -h't'J> (PBS) r5 0. 5 00, 5 0 

o ofiitc#«bfctoft. *n<eti i $*^*fcu i o 
o^onv ? Hu-roiraa., 2B$BB*.a <25*o r 40 

ttHbfcfS. PBS-Cft^b. 3 6JCS# 71^*^ 
JU* * f -b'tttf + *Fffi - V *~TqG Rlt(M'^7 7 
KtlK) ^te-C2P5FalJKSb;c 0 C(D7U-h^PB 
SrjJt»bfc», 3, 3' . 5, 5' . f h->^^K 

?To/c<bC6. ffli(.(Dte^b'Ct»<cc*TJl/7T7.x h7 
[0021] :*cc. 1 t(Wi/c»te&it 



«fBB+8- 134 100 
6 

^CcftTft^b-Cftffibfc. S^CC2iBHHftic. £^ 

«1 ■C^«b/c®|ft(D^b*Cl^cfC^rJU7T7x h7* 
Df- Y> ( 1 ) 10 0 *i g^SK7P^> h<D^ 

u cti4ia»aa^bfc 0 s6tc3aRn^cc#«wi-c 

><i) *»r«tifttt*ff(r». *©2jaraa«cif*»6 
K*ibrft»tjMi«Wb/c. codiySofiJiHcD^b 
ti^ur^y^i h-^ptM > ( i > tc*t-r&Ci<* 

flfit-Ud 4 Httcc b T «£ bfc. 

[0 0 2 2 ] *OlS*«:ll 1 tCTxT. ft*?. tnftflK*. 
3EO'>^**Oilll«%ffll»rfS6tlfcELISA CCfct^i* 
6*8(0D,„ )©^i5jfflr*bfc. 

[0023] 

[an 





ft ft ff 


k Ss so 


0.116 


1/5 0 


0.114 


1/5 0 0 


0.121 


1/5 0 0 0 


0.118 



(0 0 2 4 )^1 Cc^T <£^c. tim<D$ 
*p€> fcfSiA©IS&b"CC »&i >7 JU7 t 7 x h 7*u r ^ > 

6. Vi^o^^mm^bx^u^r jvy v7x 

hT'PvMV (1 ) %S^T^)C<b-C, «$ftOt£&bT 

<,»fci*y0'7 7 7x h7*nf^> ( l ) tc^"rsftf5H 
[0 02 5] ;*cc, c^j:^tcbrft^S # #^SS«$^ 

tcm&<Dfe&LtcTfry v7x h7'Of-^> (2) 5 0 

Y^^^fiJJ) <biB6brxv^^ 3 >«rffiKu. cti 

*sr!a:#bTftab/c. S66c2annfstc. *««2 

Vim b /cfiSiftC0*5S b /C7 /U 7 y 7 x h 7" PfO 

(2) 1 0 g«:W : Stt<7)7P>f > KD^S£±T2/* 

flntt^b/c $6K:3iiii8?scc t p%\mxnmitcm 

tROttftbfcTJl7f 7;r. h7P7'-f> (2) »BTCft 

*5*f5«:<JC'. ^CD2iIBB?SCclSiiibrifa7»4 9 $ »J *J 
v h^*»»ISJRb/c. 

(0 02 6] wc. conaf»ott»:©»A#?brt»<ct»r 

Jl7r7x |-7P^Y> ( 1 ) iCM'f ZfiUm* U£<D 
fimvmiLLtc. $ tc . *ilfiWtS& b /cT ;U 7 r 7 x h 



(5) 



?U?-{> (2) £H^{tLfc9 67\vO0*O- 

■At hvW-Y> (2 ) K*tT*tt<*ffi£i'J;£Uc. $ 
6tC. 1g|gOtS^l/fcT;b-7r-7x (2) 

Pf^ (3) c*v&96ftv-/*n*<r jr* 



»H*8- 134 100 
8 

Lfc. 

10 0 2 7] 2 K7j*T. 

[0028] 

[*2] 





«: * a 


» (i) 


*r (2) 


n (S) 


1/5 0 


0.120 


1.240 


0.126 


1/5 0 0 


0.114 


1.16 0 


0.124 


1/5 0 0 0 


0.122 


0.762 


0.128 



(1) : *«Ote^Ul^^r^7 t ^ x h^Dr-f XI) 

(2) :tMOtt4l/fcr*7T7xl'70*<f:' (2) 

(3) : (2) ©BBS»*ft*Lfc«B0ttai/n^l* 

T;I/7t7x h^af^> (3) 



[0 02 9] jt2&7;TJ:3tC. BUflOtt^ur^ttir* 
r^r'^h-yuf^ (i) /i^BJRote&i/'Ci* 

^^7^777^7^7"^ (2) IClttZKft 

[0030] mmi2 

h7PrO(l) £jt£T£C0S7*fflflfc£. BALB/c^^ 
XOffiJS <£i£2 4 BSBJblfl) CDISECC 1 x 1 0 s II 
IS/Fttt^cfc^CCfit^Ufc. 6iBIffl«. •*«2"Cff 
»Ofc««fl©IS&L//£ir;uvy 7* h^tif^ (2 > 

te. 3 6te2aiUft. #*W2Tf3JLfcBM©IS£l, 

/c7J17t7x F7"P7M> (2) ^7aOhW;u 
(tO. Cft£jltttt2:50fc. 3 6CC2i8IB«. <tfJM2 

rfH«u/iBtSa>ts^u;cr ju^ t7 * l-7nfO 
( 2 ) i£WX'mm®%Vn\ -C-CD3 HIStCB^e>l«ifii 
L x ifojsS £ fttc. c o) ft l x c »fc t, »r ^ 
■v t v x h v uf >f > ( l ) . B».<DtSSUteT fcv 7 
7xh7'Pf>/> (2) ttoBia<ote^ortr^t*r;u 

7 7 7xh7P7v> ( 3 ) ictitzvumzmt&vt 1 

7x (2) (C^t^D;^)^«i^ 



fc„ 

[003 1 KCC. C0V'VX<D»K%»ttJU *<7) 
$M3*R PM I 1 6 4 OiftiHl (-^n^ttSi) OCKHLT 
*6^Uto*gftLr*5t»fc#MBtlill8NS-i (AICC (IB 1 

fflsa l om^rig^ U c ti* 5 o SS%cd * x * u 

>?'ju-;U4 00 0 (i^vftR) fcffliitlft&l, 
30 fc. MWtib&'&OMmZHATtm CG I Tftfifc (die 
nm\±M )(CHAT-Mi dia Supplcmen 

r3 7 B cc i o nntfgSLfc. e»±«oB«tots&L 

/;7)1'7t7.i: h7'nf -f > (2) 6Ct«-r&!K*tt«r* 

»« i tmmcLxmmbxmkots^utcrnv r -j 

R9MMR&* 2 laHS0jS"J"Citci:0 £p-->££tr 
-j A:. ^OfeS. B»0«S&L/cTJb7T7* h^uf- 
40 4> (2 > 4ira-r4lA(*4:i*.«fet*'W^'; K — "7 

t*. mah i -5w#6tifc. »6h/cA-ryy h--? 

1 0 ; 'j V 9 hil/OG I Ttttt ( P*SS#!tt*l> -c 

©ffl* -/ > o - 1 Ji/iAftiROBffiOti a L X t »«c t » r Jl* 
7r7i h7'cif^> ( J ) . mftOMftLtcr >l>7 r 
V x h Vvi r 4 > < 2 ) Ti OTSiftOte&UX l »ft v »7 )U 
777xh7Df-^>(3) CC*t-T?>ttf*fiB«:35J&W 1 
4HttK0TJKELfc. WftSiLr, (RKKtt.!n 

is. < x i? o 7*x h -a», c o 2 1 4 ) tea*-** 



(6) 

9 

(003 2} ^CD$S*=&a3tC^-r. * [*3] 

[0033] * 





a * * 






*t (1) 


*f (2) 


*t (8) 


at CEA 


MAH- 1 


I gO 1 


0.112 


1.16 0 


0.108 


0.116 


MAH- 2 


1 gG L 


0.117 


1. 028 


0. 12 4 


0.113 


MAH - S 


I gGl 


0.108 


0.784 


0.120 


0.118 


MAH- 4 


I gG 1 


0. 1 1 4 


0.896 


0.118 


0. 1 I 0 


MAH- 5 


1 gGl 


0.110 


1.078 


0.114 


0. 1 I 2 



»8- 134100 
10 



(1> :t«0^tt^4V>T;^r7ifyof'<> (1) 
(2) :*«OMUT^T7*f.'/nf'f^(2) 
(8> : (2) O«ft0ftett£UfctMK>f6*U?^ttti 

T)by r y* h^H V (8) 
CEA :tf|fc»1t&iff 



[0 0 3 4 J StS&C^TJ^tC, fff>n/c*^^n-t 

Y> (2) tcW^rtlsw^gtEo^. 

[0 0 3 5] -§«W3 

tSf*/«:i«H«ffc* 7 hNo. 4 4 8 9 5 ( tTXjiJS) 
^^t, inr^7 7xh7'n7^>fn(* No. 5 1 
0 7 i^ r < j 97* 4*v~ a +1 (Mcciix Biochcmic 
a) tt»"J Z^tLtcViTkyry * h7P7V>{n 
f**vA*ftRl//c. 4 9 4. 2ng/d'J9» 

OiHi?JI5 0 0 5 V y v Hl^^PBS-C5(gtC*IRO/c 

•;%Ad:l/c ( BIDffJBa**<0!fc?S5 0 0 $ 'J 

hyci^-f >lnf**HSftLrc><c^*-5A CCtf*- fix 

WflSft* 7 hNo. 4 4 8 9 5 ( CTXttlf > «C»M] 

&ca«u #R«ii»«:B9iEtrattccLri5iiRL/. cn 

7 ^>ifi«8 3. I n 'J U ^ hA/C*ofc. £^ 
«c. 9 2. 3n ff/s U y v h;l©7;UVr v.* h^'a 
f >tt * niTMHlIF* > 7* > ? ju 

[ o 0 3 6: :X*c. sasw l r&affflUcikrSfr'b, 

7'n f > A * v AlC J: «) JnftSrWI! l/fc. Tftto*i . 
fSiRUcifo^ l o * y y y Y iU* 5 o mMOtta** h y 
OAMKjfi (pH9. 6) tSOffiKWRUd*. 

rxtt«) wiiSUc 5 o mM© h y **« 

mikm ( p h 8 . 6 ) rft#u y y 



20 ( P H2. 3) TlSffifctrofc. JA(**fttriS»«:«if> 
tPBSKarrUfctC*. SK'TbVvVx W U T < 

fc„ »%JhfcK(*ffiPifit 5 0 mMORBt h y ■> A««j 
S(pH9. B) r*«ur9 6^:v-f ^U5f-f 
u-M:i oovonu 7 h^TojrrtL. 4'cr- 

i%tyO*MIIT)l>-7Sl' (BSA) . 0. 1 5M<DJfl 
ft7*hy£Afc&fcPBS£*cfSSi*. g& (2 5'C) 
■C2BB*KLfc. 3 6CCC<Djffi&l$*U 0. 2% 
30 <W/V0<D h W~>2 0 (Tween20> . 0. 2% (W/V) 
OBSA. 0. 1 5M0Jfift7- h y^A4rS02 OmM 
<D l )>WhV0&mmi (PH7. 2) A»6tt&ift» 

[0 0 3 7 ] cviStcirXftbtitctHTfryTyx b 

7'U-?-^>it(ttt(t7'l/ - hCC. ^>y^A. BRtf 
C fcll&Xtf «LT 507OP'i-;F ;u-foflnx. . 9 0 
(2 5'C) CORBLfc. C(D7'U-h£7ctC* 
l/cft&jgr 3 HTCfe&l, tc'ik* R7^7r7^7Uf 
40 ^>^y >n-tJl/Jnf*No. 5 108 (^7= y 7 5>Xft 
H) 4PBS-C3 0 0 0^C*RLfcfe©*iJDx.-C3 0 

ttiBSffl (2 5 tf o rittiHL/te. PBStaioi 

L/c**!*^*] gGfiif* (>W*>7 KttR) 4 3 

0 0fSc^<RL^io%fT^:Cw5 ovon'i ^ h^r 
^ijox.. (2 5 k o riBSffflttau/c ft 

iHn*r*a <25 B o r3 0»iBtkKL/w. 10% 

( F *f->;KB£gj7- 1* y ^ A ( S D S ) 50vO 
50 n »J 7 h ;U*ttl^rSl&*#±U. 4 I 5 n mOMfttit 



(7) fS8*W8- 1 3 4 1 0 0 

n 12 

l o o 3 8 ! ® l ^WcjrorUiSSfi^*^: (*^«Sif(l»^WTSr^7 ^xh 7'nr 4>£1$J? 

^Tn-rar^o . ^fitc^Tte ( a 4 6 o > ts«tc [0039) 

frl><DK*tLr. 1aT^7 T 7^ h-ypf*Y>}nf*r^ «^Wttf*«:fflt^C<htCj:0. ffiW<DR&&CftW<Dffi 

bri^C<h^6. COfiimr/Jl/7r7xh7'P7-'/ 10 r£*„ 




(51) Int. CI .* «8lB« ffrt«P6*^ FI ttffiAiKCSffi 

// A 6 1 K 39/395 B 

C 1 2 N 15/02 

(C 1 2 P 21/08 
C12R 1:91) 



